Louisiana State University medical Center 

1100 FLORIDA AVENUE • NEW ORLEANS. LOUISIANA • 70119 


Ocfaktiacnt of akatouy 

. June 19, 1973 



Frederic W, Nordsiek, Ph.D, 

Associate Scientific Director 
; The Council for Tobacco Research- U.S.A., Inc. 

. 110 East 59th Street 

, New York, New York 10022 

' Re: Your Grant Application #912 

• . Dear Dr* Nordsiek: 

> 

Please accept my apologies for the omission of the signature 
of our Comptroller from ray grant application** Enclosed^ is a xeroxed 
copy of the budget page (p * 28) with Mr. PohIig*s signature. 

My delay in replying to your letter was due to my visitation 
to several laboratories in Scandanavia during May and part of June. 

■ While visiting the Department of Experimental Medicine at Pharmacia, 

AB, in Uppsala, Sweden, 33 learned a fluorescent technique to study 
the microcirculation which they have been using for a couple of years. 
After learning this methodology, I'm convinced! of its applicability 
in studying the permeability of blood vessels under normal or pathologic 
conditions. In the research grant submitted to the Council for Tobacco 
Research*, I stated that the results from previous experiments in my 
laboratory on the effects of carbon monoxide (CO) on the fetal or 
adult mesenteric microvascular system suggest that CO alters the 
permeability of capillaries or post-capillary venules. The methodology 
used to study these changes in permeability can easily follow any 
alteration in the behavior of the cellular elements of blood; 
however, it is more difficult to document in vivo the passage of plasma 
constituents across the endothelium which* probably precedes any cellular 
passage dbc to the effects of CO. This fluorescent technique can be 
used to study any increased endothelial permeability to plasma which 
will provide additional information to the changes which have been* 
described in the behavior of blood cells after CO exposure. 

In order to examine the effects of CO on tihe permeability of the 
fetal and adult microvascular system to plasma constituents, fluorescein 
conjugated diextran (M. W. 145,000) can be administered I.V. in a 5% 

Ringer*s solution (200 1 rag./kg.) which is iso-oncotic. The presence of the 
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labeled dextran within the microvascular system can be examined in vivo* 
by transil'luminating the adult or fetal mesenteries with monochromatic 
light at a wavelenght of 487 my and> by using a Leitz barrier filter of 
515 or 530. Alternatively, selective exciter filters (Leitz BG 12 
or KP500)' may be used in conjunction with' proper barrier filters. Thus, 
the permeability of the microvascular system to* the plasma containing 
dextran particles can be studied microscopically before and after exposure 
of the animal to CO. This, then, can be correlated with any increased 
permeability of cellular elements in the fetal or adult microvascular 
system.. The dextran infusions can be used in any of the experimental groups 
using rabbits; however, it cannot be used in those groups using rats 
since rats are hypersensitive to dextran. 

I have included a brief description off the technique in this letter 
in the hope that it may appended to- the "methodology" section of the 
research grant since this technique can document In vivo the passage 
of plasma across the endothelium of the microvascular system. 

Furthermore, this technique is far superior to other plasma labeling 
techniques such as Evan ! s blue which have been employed in the past to 
study permeability of vascular endothelium. This in vivo technique 
will permit a more accurate description of the permeability of small 
vessels to plasma and will provide a better means to compare the results 
of this study to those conducted by others who have also similarly 
described effects of CO on endothelial! permeability using other 
techniques such as electron microscopy. 

This technique will not require any additional expenses in the 
budget. Furthermore, Pharmacia has provided me with a quantity of 
fluorescein conjugated dextran for use in my laboratory. 

Thank you. 



SGMcisar 
Enclosure 
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